Simultaneous visualization of GFP-LC3-labelled autophagosomes (green) and CTAB-QD-labelled TMV-RNA (red) on the ER of HeLa cells HeLa cells were transfected with the GFP-LC3 plasmid alone (A) or together with CTAB-QD-labelled TMV-RNA (B) for 4 h. Both GFP-LC3 plasmids were transfected into HeLa cells 24 h prior to TMV-RNA transfection. The ER was stained with ER tracker. Live cells were stained, and the three-colour fluorescent labelling was observed using a Zeiss 510 confocal microscope. (a) HeLa cells (A, B), DIC (differential interference contrast); blue fluorescence indicates the location of the ER (blue, A-b, B-d). Numerous GFP-LC3 punctate dots (B-c, green) appeared on the ER (B-e, merged c and d) of cells that were transfected with both the GFP-LC3 plasmid and TMV-RNA, whereas very few GFP-LC3 punctate dots were found in cells transfected with the GFP-LC3 plasmid alone (A-c). TMV-RNA appears as red dots (B-b, red); at 4 h post-transfection, red dots represent TMV-RNA just entering the cytoplasm, and they co-localized with GFP-LC3-labelled autophagosomes on the ER (B-f, merged b, c, d) , whereas no red dots appeared in cells transfected with just the GFP-LC3 plasmid (A-c) (scale bar: 10 μm). These observations support the idea that the formation of autophagosomes was induced by TMV-RNA and associated with ERS.
